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Transthyretin Aggregation 
Pathway toward the Formation  
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Characterization of small oligomers formed at an early stage of amyloid formation is critical to 
understanding molecular mechanism of pathogenic aggregation process. Here we identified and 
characterized cytotoxic oligomeric intermediates populated during transthyretin (TTR) aggregation 
process. Under the amyloid-forming conditions, TTR initially forms a dimer through interactions 
between outer strands. The dimers are then associated to form a hexamer with a spherical shape, which 
serves as a building block to self-assemble into cytotoxic oligomers. Notably, wild-type (WT) TTR tends 
to form linear oligomers, while a TTR variant (G53A) prefers forming annular oligomers with pore-like 
structures. Structural analyses of the amyloidogenic intermediates using circular dichroism (CD) and 
solid-state NMR reveal that the dimer and oligomers have a significant degree of native-like β-sheet 
structures (35–38%), but with more disordered regions (~60%) than those of native TTR. The TTR variant 
oligomers are also less structured than WT oligomers. The partially folded nature of the oligomeric 
intermediates might be a common structural property of cytotoxic oligomers. The higher flexibility of 
the dimer and oligomers may also compensate for the entropic loss due to the oligomerization of the 
monomers.
Protein misfolding and amyloid formation is implicated in various debilitating human diseases including 
Alzheimer’s diseases and amyloidoses1–3. The protein aggregation process involves conformational changes from 
native polypeptides to aggregation-prone intermediates that self-assemble into β-structured amyloid. Recent 
studies demonstrated that amyloid formation of even a single protein can proceed via multiple misfolding path-
ways through the formation of multiple misfolding intermediates, leading to distinct amyloid with different 
molecular structures4–10. Identification and characterization of various cytotoxic species populated during the 
complicated aggregation process would be of great importance in developing therapeutic strategies for the protein 
misfolding disorders.
Increasing evidence suggested that small oligomers formed at an early stage of amyloid formation are real 
cytotoxic species11–19. Characterization of oligomeric intermediate states is, therefore, critical to understanding 
the molecular mechanism of pathogenic oligomerization process20–22. Investigation of the small oligomers has, 
however, been of great challenge due to their transient, heterogeneous nature12,13,23. In this study, we report a 
detailed molecular mechanism of transthyretin (TTR) oligomerization process through characterization of small 
intermediate states of WT and a mutant form of TTR (G53A).
TTR is a 55 kDa homo-tetrameric protein that binds and transports thyroxine and holo-retinol binding pro-
tein in the cerebrospinal fluid and plasma24. TTR misfolding and amyloid formation is associated with numerous 
amyloidoses including senile systemic amyloidosis, familial amyloidotic polyneuropathy, and familial amy-
loid cardiomyopathy25–27. Previous studies showed that native tetrameric TTR is dissociated to monomers that 
undergo a local conformational transition to amyloidogenic monomers28–31. The aggregation-prone monomers 
effectively self-assemble into insoluble amyloid via downhill mechanism32, and thus isolation of oligomeric inter-
mediate states for biochemical characterization has been a daunting task. In this report, we isolated small oligo-
meric species populated during TTR oligomerization process and investigated structural features of the cytotoxic 
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oligomeric species of WT and a mutant form of TTR (G53A). Our combined analyses of the oligomeric species 
provided valuable insights into aggregation pathways to the formation of two distinct cytotoxic oligomers and 
into the structural features of the oligomeric species.
Results and Discussion
In order to detect small oligomeric species that may form at an early stage of aggregation, we incubated wild-type 
(WT) TTR under the amyloidogenic pH of 4.4 at low temperature (4 °C). After various incubation times, the 
pH of the protein sample was increased to the neutral pH to slow down the aggregation kinetics, and the aged 
TTR sample was analyzed using size-exclusion chromatography (SEC, Fig. 1a). It was previously shown that 
WT tetrameric TTR dissociates to monomers at the amyloidogenic pH of 4.4. Ultracentrifugation experiments 
showed that approximately 25% of the tetramers are observed at a protein concentration of 0.2 mg/ml28. Thus 
a substantial amount of native tetramer may exist in the TTR sample (2 mg/ml), which elutes at about 66 ml in 
Fig. 1a. After longer incubations, the amount of native tetramers gradually decreases, while bigger oligomers were 
formed during the aggregation process (Fig. 1a). It is also interesting to note that TTR forms a dimer eluting at 
around 73 ml at an early stage of the aggregation. The dimers appear to self-assemble into bigger oligomers with 
elution volumes of less than 63 ml (Fig. 1a).
In order to more clearly investigate the early stage of oligomer formation, TTR dimers that were isolated in 
Fig. 1a were concentrated and analyzed by SEC (Fig. S2). At a higher dimer concentration (2 mg/ml, monomer 
concentration), the dimers are oligomerized to hexamers and bigger oligomers (red in Fig. S2). The formation 
of hexamers was more clearly observed at a lower protein concentration (Fig. 1b). TTR samples aged at a short 
period of time that contain only native tetramers and dimers were concentrated at pH 7.4 to investigate the for-
mation of oligomers from the dimers (Fig. 1b). At higher concentrations, a small oligomer was observed at an 
elution volume of ~61 ml. Bigger oligomers with an elution volume of <~57 ml were also detected at a higher con-
centration of 7 mg/ml. The amount of dimers gradually decreases at higher protein concentrations, while tetramer 
concentration remains unchanged, suggesting that the dimers directly form the oligomers. The elution volume 
of the smaller oligomers was compared to those of the cross-linked TTR tetramers and octamers (Fig. S2). The 
small oligomers elute between the tetramers and octamers, indicating that the small oligomer is a hexameric TTR.
In the SEC analyses of the small oligomers described above, the TTR samples were injected after the pH was 
adjusted from the amyloidogenic pH (4.4) to the neutral pH. The morphology of the oligomers was investigated 
with transmission electron microscopy (TEM) to ensure that the change in pH does not induce oligomerization 
or disassemble the oligomers (Fig. S3). The TEM image of the TTR samples incubated at pH 4.4 exhibits hetero-
geneous mixtures of small oligomers with spherical shape and bigger oligomers. It is also notable that the bigger 
aggregates consist of the small spherical oligomers, suggesting that the spherical oligomers self-assemble into 
bigger aggregates. In addition, the morphology of the oligomers were not affected by the pH change (Fig. S3), 
indicating that the change in pH dose not induce structural changes of the oligomers.
The SEC analyses and TEM images of the TTR oligomers suggest that the amyloidogenic TTR dimers form 
a hexamer that may correspond to the spherical small oligomers in the TEM image shown in Fig. S3. The mor-
phology of the hexamers eluting at ~61 ml and bigger oligomers eluting at ~53 ml were examined using TEM 
(Fig. 1c,d). The TTR aggregates with an eluting volume of 53 ml appear to consist of small oligomers with a spher-
ical shape (Fig. 1c). The spherical small oligomers were observed for the hexamers eluting at about 61 ml (Fig. 1d), 
supporting that TTR hexamers are associated to form bigger aggregates.
The misfolding and oligomer formation of wild-type (WT) TTR was induced at mildly acidic conditions. 
Although the misfolding studies under the non-physiological conditions have provided valuable insights into 
the TTR misfolding pathways33, it is unclear whether TTR aggregation proceeds by the similar oligomerization 
mechanism at physiologically relevant conditions. Thus a TTR variant (G53A) associated with oculoleptome-
ningeal amyloidosis was used to explore misfolding process under the physiological pH. Notably, the pathogenic 
TTR variant readily forms amyloid at the physiological pH. The aggregation process was examined at the low 
temperature (4 °C) to probe oligomeric species using SEC (Fig. 2a). The SEC analyses at different incubation times 
show that the TTR variant also forms a dimer, which then self-assembles into oligomers. Interestingly, the G53A 
TTR variant forms mainly annular oligomers with diameters of 15–25 nm (Fig. 2b). The annular oligomers with 
pore-like structures appear to consist of small spherical species, as was observed in WT TTR oligomers (Fig. 1c). 
These combined results suggest that native tetrameric TTR dissociates into monomers that form dimers first. 
The dimers are then associated to form hexamers, which serves as a building block to self-assemble into linear 
oligomers (WT TTR) and annular oligomers with pore-like structures (G53A).
There is an increasing body of evidence that suggests small oligomeric intermediates are real cytotoxic species. 
Cytotoxicity of the oligomers formed by WT and G53A TTR isolated by SEC in Fig. S4a,b, respectively, were 
assessed on SH-SY5Y neuroblastoma cells using cell viability assays (Fig. 3). Cytotoxicity of the oligomers gradu-
ally increases at higher oligomer concentrations, suggesting that the oligomeric species have cytotoxic activities, 
consistent with previous observations16,34. The G53A TTR oligomers appear to have similar cytotoxic activities 
to those of WT TTR oligomers. The TEM image of the TTR oligomers tested for the cell viability show that WT 
oligomeric species are heterogeneous mixtures of small oligomers (Fig. S5a). Previous studies showed that small 
TTR oligomers (<100 kDa) are more toxic than bigger aggregates16,34, suggesting that the small spherical oli-
gomers (hexamer) may be real toxic species. On the other hand, G53A TTR oligomers contain annular oligomers 
with central cavities (Fig. S5b). In particular, the G53A oligomers consisting of six to seven small hexameric 
spherical oligomers have effective cytotoxic activity considering low particle concentrations (less than 1 μM for a 
monomer concentration of 40 μM in Fig. 3). More importantly, the TTR variant forms cytotoxic oligomers much 
faster even under the physiological pH than WT TTR at mildly acidic condition (Figs 1a and 2a), which correlates 
well with much earlier onset of oculoleptomeningeal amyloidosis associated with G53A mutation.
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Structural features of the WT dimers and oligomers observed in SEC (Fig. 1) were investigated using circular 
dichroism (CD) spectroscopy (Fig. 4a). The CD spectra of the dimer and native tetramer exhibit a marked dif-
ference, particularly in low wavelength regions. The positive maximum and negative minimum at 197 nm and 
214 nm, respectively, in the native CD spectrum correspond to a typical β-sheet conformation. On the contrary, 
Figure 1. (a) SEC analyses of TTR samples (2 mg/ml) aged at different incubation times at 4 °C using Superdex 
200 size exclusion column (GE Healthcare). The TTR samples were incubated in 20 mM sodium acetate buffer 
(pH 4.4) and 300 μL of the sample was injected to the column after the pH was adjusted to 7. T and D denote 
tetramer and dimer, respectively. The protein eluting around 73 ml was determined to be a dimer by mass 
spectrometry (Fig. S1). (b) SEC analyses of TTR samples (uncross-linked) at different concentrations (total 
monomer concentration) at 4 °C. A mixture of dimeric and native TTR purified by SEC was concentrated to 
the different concentrations and subjected to the SEC column without further incubation. (c) TEM image of 
the TTR oligomer eluting at 53 ml in Fig. 1a. (d) TEM image of the TTR oligomer eluting at 61 ml. The elution 
volumes of the hexamer (H), tetramer (T), and dimer (D) are slightly higher than those of the cross-linked TTR 
shown in Fig. S2.
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the CD signal below 200 nm is negative in the dimer CD spectrum, suggesting that the dimer becomes more 
disordered. The small oligomer exhibits an intermediate CD spectrum between the dimer and native tetramer, 
particularly in lower wavelength regions (<205 nm). The stronger signals at 205–220 nm than those of the dimer 
suggest that the oligomers have more β-sheet and α-helical content. However, the weaker signals at the low wave-
length regions (<205 nm) compared with those of native tetramer indicate that the oligomers are substantially 
more disordered than the native tetramer. The structural features of the dimer and oligomer were further ana-
lyzed using the software DichroWeb35,36 (Table 1).
The secondary structural analyses of the CD spectra revealed that the dimer contains a considerable amount 
of β-sheet structure (35%, Table 1). The amyloidogenic dimers also appear substantially disordered with less 
α-helical content (3%) compared with tetrameric native TTR (7%). The small oligomeric species become slightly 
more structured than the dimers, but still contain extensive disordered regions with some helical content, sug-
gesting that the β-sheet structures characteristics of amyloid fibrils are not fully developed in the oligomeric 
intermediate states.
The structural features of the WT oligomers were compared to those of native TTR using solid-state NMR 
(Fig. 4b). In the cross-polarization (CP) based solid-state NMR spectra, the strong 13C-13C correlation cross-peaks 
originate mainly from residues in rigid, structured amyloid core regions37–39. It was also shown that NMR peaks 
are usually not observed from flexible and/or disordered regions due to severe line-broadening and/or inefficient 
cross-polarization caused by motional averaging of dipolar interactions37–39. Thus, the strong NMR cross-peaks 
Figure 2. (a) SEC analyses of the G53A TTR (1 mg/ml) aged at different incubation times at 4 °C using 
Superdex 200 size exclusion column. The TTR variant was incubated in 20 mM PBS buffer (pH 7.4) and 300 μL 
of the sample was injected to the column. T and D denote tetramer and dimer, respectively. (b) TEM image of 
the G53A TTR oligomers purified by SEC.
Figure 3. Increases in cytotoxicity of native TTR, and WT and G53A oligomers assessed using SH-SY5Y cells 
with LIVE/DEAD cell viability assay (Molecular Devices, CA). The mammalian cells were treated with native 
WT TTR and the oligomers at different concentrations (monomer concentration) for 48 hours, and the number 
of live and dead cells was analyzed. The oligomers were isolated from TTR samples (1 mg/ml) incubated at 4 °C 
for one week (Fig. S4).
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Figure 4. (a) Experimental CD spectra of tetrameric WT TTR (black), dimer (red), and oligomer (green) 
eluting at 61 mL in Fig. 1, along with reconstructed dotted spectra using the software DichroWeb. The protein 
concentration of 0.2 mg/ml (monomer concentration) was used for the protein samples. (b) Overlaid two-
dimensional (2D) 13C-13C correlation solid-state NMR spectra of WT (native) and WT oligomer (red) obtained 
with COmbined R2n(v)-Driven (CORD)58 recoupling scheme. (c) Overlaid 2D spectra of WT (black) and 
G53A (red) oligomers. The CORD mixing time was 115 ms.
α-helix (%) β-sheet (%) disordered (%) RMSD
Native (pdb: 1F41)) 5.5 48 46.5 —
WT Native 7 42 51 0.012
Dimer 3 34.5 62.5 0.023
Oligomer 6 38 57 0.022
Table 1. Secondary structural analyses of native TTR, dimer, and oligomer using the software DichroWeb.
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from WT oligomers (red) shown in Fig. 4b suggests that the oligomers contain rigid, structured regions. It is 
also notable that the NMR peaks from the oligomers are overlapped well with those of native state TTR (black), 
indicating that the oligomeric TTR contains native-like β-structures. The substantial β-sheet conformations in 
the WT oligomers are further evidenced by the chemical shift values of the sidechains (Fig. S6). However, NMR 
resonances from the oligomers are substantially broader, and many of the cross-peaks in native TTR are not 
observed in the oligomer spectrum. These NMR results indicate that the WT oligomeric states are substantially 
more disordered than the native state, which is in good agreement with the CD spectra (Fig. 4a).
The structural feature of the oligomeric state was also compared to that of the final product, amyloid (Fig. S7). 
The 2D solid-state NMR spectra for the two states are also overlapped well, suggesting that the two states have 
similar structural features. Our previous solid-state NMR studies showed TTR amyloid state contains extensive 
native β-sheet conformations40, suggesting that the native-like β-sheet structures are maintained in the oligomeric 
and amyloid states of TTR. These results also support that the hexameric oligomers serve as the building block 
that self-assembles into the bigger aggregates. It is, however, notable that some of the resonances in the amyloid 
state are not observed in the oligomer spectrum, indicating that the β-structure is not fully developed in the oli-
gomeric state consistent with the CD spectrum (Fig. 4a).
The 2D solid-state NMR spectrum was also acquired for G53A oligomer and compared to that of WT oli-
gomer (Fig. 4c). The similar NMR spectra suggest that the two oligomeric states possess similar structural 
features. However, NMR cross-peaks for the G53A oligomer are much weaker in intensity than those of WT 
oligomer, implying that G53A oligomer is more disordered than WT oligomer. The structural differences may 
result in distinct morphologies observed in TEM.
Although the nature of cytotoxic species is still under intense debate13,15,23,41, there is a growing body of evi-
dence that suggested small oligomeric species are real cytotoxic agents. The cytotoxic oligomers are only tran-
siently populated and highly inhomogeneous, and thus isolation and characterization of the cytotoxic species 
are of great challenge. In this study, we identified cytotoxic oligomeric intermediates formed by natively folded 
protein (TTR). Our combined analyses of the intermediate states formed at the early stage of aggregation revealed 
molecular details of aggregation pathways toward the formation of distinct cytotoxic TTR oligomers. TTR is a 
natively β-structured protein that contains two four-β-stranded anti-parallel sheets (CBEF and DAGH) arranged 
into a β-sandwich (Fig. 5)42–44. Our previous solid-state NMR studies revealed that the native-like CBEF and 
AGH β-structure is retained, while AB loop and helical regions become more disordered during TTR aggregation 
process31,40,45, suggesting that outer strands (C, A, F, and H) are available for intermolecular association. Previous 
mechanistic studies of TTR aggregation revealed that intermolecular interactions between strands H play a key 
role in TTR amyloid formation46,47.
On the basis of the current and previous studies, we propose that amyloidogenic monomers dissociated from 
native tetramers form a dimeric intermediate state through H-H′ interactions, and the dimers are associated to 
form hexamers (Fig. 5). The spherical hexamers appear to serve as a building block that self-assembles into vari-
ous bigger oligomeric species. Interestingly, WT TTR tends to form linear oligomers, while a TTR variant (G53A) 
prefers forming annular oligomers with pore-like structures. The annular oligomers with central cavities have 
been observed for other pathological aggregation-prone proteins including Aβ peptides and α-synuclein11,48,49. It 
Figure 5. Proposed molecular mechanism of TTR aggregation on the basis of our biochemical analyses 
and previous experimental results. Under amyloidogenic conditions, tetrameric native TTR is dissociated to 
monomers, which undergo local conformational changes in AB loop region (pink arrow)31. The amyloidogenic 
monomers form a dimer through H-H′ interactions. The dimers are then associated to form spherical hexamers, 
which self-assemble into linear (WT TTR) or annular oligomers (G53A). The structural models for the native 
tetramer, monomers, and dimers were drawn using MOLMOL60 with pdb code (1F41)61.
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was proposed that the pore-forming oligomers act like a non-selective ion channel that disrupts the membrane 
potential49,50. In addition to the pore-forming oligomers, other types of oligomers without pore-like structures 
such as WT TTR oligomers were also shown to exhibit cytotoxic activities12,51, suggesting that shape of the oli-
gomers might not be a crucial factor for the toxicities. Our combined structural analyses of the two cytotoxic oli-
gomers using CD and solid-state NMR showed that the oligomeric states contain considerable β-sheet structures, 
but with extensive disordered regions. The intermediate content of β-sheet structures with a high degree of disor-
derness might be a more important feature of the cytotoxic oligomers than the shape of the oligomers12,13,23,52,53. 
The high flexibility of the oligomeric species may also help compensate for entropic loss during oligomerization 
process.
Conclusion
We report two distinct cytotoxic oligomers formed at the mildly acidic (WT TTR) and physiological pH (G53A 
variant). The TTR amyloidoses is characterized by extreme variations of the disease phenotype54. For example, 
aggregation of wild-type (WT) TTR affects primarily the heart and lung. Various single-point mutations includ-
ing V30M and L55P cause exclusively neurological disorders (polyneuropathy), and rare mutations such as G53A 
and A25T are associated with oculoleptomeningeal amyloidosis. Previous biophysical studies showed that mono-
meric TTR dissociated from tetrameric TTR can adopt various partially unfolded conformational states in equi-
librium55,56. Thus, the pathogenic single point mutations may shift the equilibrium to a distinct conformational 
state, leading to a different aggregation pathway, which is demonstrated for WT and G53A TTR in this report. 
Further analyses of other mutant forms of TTR will provide additional insights into distinct misfolding pathways 
of TTR variants that may cause tissue-selective TTR amyloidosis.
Materials and Methods
Transthyretin (TTR) expression and purification.  Recombinant wild-type (WT) and a mutant form 
of TTR were expressed and purified from an Escherichia coli cells transformed from the pMMHa plasmid as 
described previously57. Briefly, a starter culture of 5 mL of Luria-Bertani (LB) medium was inoculated with a sin-
gle colony and grown until OD600 reaches 0.6. The starter culture was then transferred to 50 mL LB medium. At 
OD600 of 0.6, the 50 ml culture was transferred to a 500 mL of LB medium and grown until OD600 reaches 0.6. The 
cultures were induced with addition of IPTG to a final concentration of 1 mM, and the protein was overexpressed 
at 25 °C overnight. Cells were harvested after OD600 reaches around 1.6 and the pellet was stored at −80 °C. Cells 
were resuspended in the lysis buffer (20 mM Tris, 150 mM NaCl) and disrupted by sonication. The cell lysates 
were then centrifuged to collect the super and the supernatant was precipitated with 50% ammonium sulfate. 
After centrifugation, the supernatant was saved and dialyzed against 20 mM Tris buffer (with 1 mM EDTA and 
1 mM PMSF). Anion exchange chromatography (HiTrap Q HP 10 mL, GE Healthcare) and size exclusion chro-
matography (HiLoad 16/60 Superdex 200 column, GE Healthcare) were used for further protein purification. All 
the cultures were supplemented with carbenicillin (100 mg/mL) and were shook at 250 rpm at 37 °C.
WT TTR oligomer preparation for the cytotoxicity test. WT TTR exists as a natively folded tetrameric 
state at the neutral pH. Thus, the purified WT TTR (10 mg/ml in 10 mM phosphate buffer, pH 7.4) was diluted 
with 20 mM sodium acetate buffer (pH 4.2) to a final concentration of 1 mg/mL at pH 4.4 to induce misfolding 
and aggregation under the mildly acidic condition. The WT TTR at pH 4.4 was incubated for 7 days at 4 °C. 
The pH of the protein sample was then increased to 7.4 by addition of NaOH at 4 °C to slow down aggregation 
kinetics. The resulting TTR sample at the neutral pH was concentrated by ten times using Amicon® stirred cells 
and injected into size-exclusion gel filtration column (SEC, HiLoad 16/60 Superdex 200, GE Healthcare). The 
oligomer fractions eluting between 55–60 ml in Fig. S4a were collected used for the toxicity test.
G53A TTR oligomer preparation for the cytotoxicity test.  The G53ATTR variant is purified as a 
natively folded tetrameric state at the neutral pH. Unlike WT TTR, the TTR mutant can form amyloid at the 
physiological pH, and thus the purified G53A TTR (1 mg/mL in 10 mM phosphate buffer) was incubated for 7 
days at 4 °C at the physiological pH. The G53A TTR samples incubated for 7 days were then subject to the SEC 
Superdex 200 column to collect the TTR oligomers eluting from 55 to 60 ml in Fig. S4b.
Cross-linking of TTR. Glutaraldehyde (Sigma) was used to initiate cross-linking reactions of TTR. Fifty 
microliters of the cross-linking agent (25% solution) were mixed with 500 μL of TTR (0.5 mg/ml) at 25 °C. After 
4 minutes of incubation, the reaction was quenched by addition of 50 μL of 7% solution of NaBH4 (wt/vol in 0.1 M 
NaOH).
Cell culture. Human neuroblastoma SH-SY5Y (ATCC® CRL-2266™) cells were grown in complete growth 
medium (1:1 mixture of DMEM/F12 medium with 10% FBS and 1% Pen-Strep) at 37 °C in 5% CO2. The medium 
was renewed every 4–5 days.
Cell viability assay. Cells were plated (96-well clear bottom black plates) at a density of 10,000–15,000 cells/
well one day before the treatment to let the cell attach to the surface. All TTR samples were buffer exchanged with 
complete growth medium just before the treatment and filter sterilized. Cell medium from wells was replaced 
with TTR solutions and incubated at 37 °C in 5% CO2 for 2 days. All TTR solutions were tested in triplicate at 
three dilutions. Blanks were prepared by adding the complete growth medium to the wells with no cells.
For the Live/Dead assay, 100 µL of calcein AM/EthD-III solution (3 μM each in PBS) was added to each well 
and incubated the plates at room temperature for 45 min. Live/dead cell ratio was calculated by measuring fluo-
rescence at Ex495/Em530 for live cells and at Ex530/Em645 for dead cells. The relative live/dead ratios were normal-
ized to fluorescence ratios from the vehicle (complete growth medium) only wells.
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SEC. TTR samples were filtered through 0.22 μM filter and injected into HiLoad 16/60 Superdex 200 column 
and eluted with 5 mM or 10 mM phosphate buffer at room temperature or 4 °C.
TEM. After the TTR samples (1–2 mg/ml) were diluted by 200 times in 5 mM phosphate buffer at 4 °C, 5 µL 
droplet was placed on formvar/carbon coated copper 400 mesh grids for 30 s and excess solution was blotted off 
with a filter paper. Grids were washed with 10 µL 1% uranyl acetate solution and stained with another 10 µL 1% 
uranyl acetate solution for 30 s. The excess staining solution was blotted off with a filter paper and the grids were 
air-dried. TEM images were acquired using Philips CM12 Transmission Electron Microscope at 80 kV.
CD spectroscopy. CD spectra were recorded using 1 mm pathlength cuvette and JASCO J-815 CD spec-
trometer at room temperature using the protein concentrations of 0.15–0.25 mg/mL (pH 7.4). Thirty scans were 
accumulated for each protein samples and the CD signals from the buffer were subtracted. Secondary structural 
content of the proteins was calculated using the software DichroWeb.
Solid-state NMR. Solid-state NMR spectra were recorded using Bruker 600 MHz spectrometer equipped 
with a 1.3 mm MAS probe. Only small amount of oligomer samples (1–2 mg) could be prepared from a large pro-
tein stock (10–20 mg), and thus 1.3 mm MAS probe was used for solid-state NMR experiments. Cross-polarization 
(CP) based two-dimensional 13C-13C solid-state NMR spectra were acquired using a COmbined R2n(v)-Driven 
(CORD) recoupling mixing scheme58 with 1H radio-frequency (rf) field strengths of 30 and 15 kHz for R21v and 
R22v symmetry sequences, respectively. A linear amplitude ramp on the 1H channel was used for the 1H/13C 
cross-polarization with a contact time of 1 ms.
The 90° pulse-lengths for 1H and 13C were 2.1 and 5 μs, respectively, and the SPINAL-64 (small phase incre-
mental alternation with 64 steps) decoupling scheme59 was employed with an rf field strength of 90 kHz. For the 
2D correlation NMR spectra, complex data points of 1024 × 290 were collected with an acquisition delay of 3 sec.
For the solid-state NMR experiments, oligomeric TTR was precipitated using 10–20% (NH4)2SO4 and the 
precipitates were washed with deionized water to remove soluble native TTR. The native state TTR begins to 
precipitate at much higher concentrations of NH4SO4 (>50%). In addition, the NMR cross-peaks of the native 
TTR were not observed in the NMR spectrum of the oligomeric states (Figs 4b,c), suggesting that only oligomeric 
states of TTR are present in the NMR sample. The effect of the (NH4)2SO4 on the oligomeric state was examined 
with TEM (Fig. S8) and the morphology of the oligomeric state was not affected by the salt.
Data Availability Statement
All data generated or analyzed during this study are included in this published article (and its Supplementary 
Information files).
References
 1. Jahn, T. R. & Radford, S. E. Folding versus aggregation: polypeptide conformations on competing pathways. Arch Biochem Biophys 
469, 100–117 (2008).
 2. Kelly, J. W. The alternative conformations of amyloidogenic proteins and their multi-step assembly pathways. Curr. Opin. Struct. Biol. 
8, 101–106 (1998).
 3. Chiti, F. & Dobson, C. M. Protein Misfolding, Amyloid Formation, and Human Disease: A Summary of Progress Over the Last 
Decade. Annu. Rev. Biochem. 86, 27–68 (2017).
 4. Peelaerts, W. et al. alpha-Synuclein strains cause distinct synucleinopathies after local and systemic administration. Nature 522, 
340–344 (2015).
 5. Peng, C., Gathagan, R. J. & Lee, V. M. Distinct alpha-Synuclein strains and implications for heterogeneity among alpha-
Synucleinopathies. Neurobiol. Dis. 109, 209–218 (2018).
 6. Angers, R. C. et al. Prion strain mutation determined by prion protein conformational compatibility and primary structure. Science 
328, 1154–8 (2010).
 7. Toyama, B. H. & Weissman, J. S. Amyloid structure: conformational diversity and consequences. Annu. Rev. Biochem. 80, 557–585 
(2011).
 8. Jucker, M. & Walker, L. C. Self-propagation of pathogenic protein aggregates in neurodegenerative diseases. Nature 501, 45–51 
(2013).
 9. Frost, B. & Diamond, M. I. Prion-like mechanisms in neurodegenerative diseases. Nat Rev Neurosci 11, 155–9 (2010).
 10. Goedert, M. NEURODEGENERATION. Alzheimer’s and Parkinson’s diseases: The prion concept in relation to assembled Abeta, 
tau, and alpha-synuclein. Science 349, 1255555 (2015).
 11. Chen, S. W. et al. Structural characterization of toxic oligomers that are kinetically trapped during alpha-synuclein fibril formation. 
Proc. Natl. Acad. Sci. USA 112, E1994–2003 (2015).
 12. Breydo, L. & Uversky, V. N. Structural, morphological, and functional diversity of amyloid oligomers. FEBS Lett. 589, 2640–2648 
(2015).
 13. Fandrich, M. Oligomeric intermediates in amyloid formation: structure determination and mechanisms of toxicity. J. Mol. Biol. 421, 
427–440 (2012).
 14. Knowles, T. P., Vendruscolo, M. & Dobson, C. M. The amyloid state and its association with protein misfolding diseases. Nat. Rev. 
Mol. Cell Biol. 15, 384–396 (2014).
 15. Tipping, K. W., van Oosten-Hawle, P., Hewitt, E. W. & Radford, S. E. Amyloid Fibres: Inert End-Stage Aggregates or Key Players in 
Disease? Trends Biochem. Sci. 40, 719–727 (2015).
 16. Reixach, N., Deechongkit, S., Jiang, X., Kelly, J. W. & Buxbaum, J. N. Tissue damage in the amyloidoses: Transthyretin monomers 
and nonnative oligomers are the major cytotoxic species in tissue culture. Proc. Natl. Acad. Sci. USA 101, 2817–2822 (2004).
 17. Kayed, R. et al. Common structure of soluble amyloid oligomers implies common mechanism of pathogenesis. Science 300, 486–489 
(2003).
 18. Kayed, R. et al. Annular protofibrils are a structurally and functionally distinct type of amyloid oligomer. J. Biol. Chem. 284, 
4230–4237 (2009).
 19. Rodriguez Camargo, D. C. et al. hIAPP forms toxic oligomers in plasma. Chem. Commun. (Camb) 54, 5426–5429 (2018).
 20. Kotler, S. A. et al. High-resolution NMR characterization of low abundance oligomers of amyloid-beta without purification. Sci. Rep. 
5, 11811 (2015).
 21. Huang, D. et al. Antiparallel beta-Sheet Structure within the C-Terminal Region of 42-Residue Alzheimer’s Amyloid-beta Peptides 
When They Form 150-kDa Oligomers. J. Mol. Biol. 427, 2319–2328 (2015).
www.nature.com/scientificreports/
9SCIentIfIC REPORTS |            (2019) 9:33  | DOI:10.1038/s41598-018-37230-1
 22. Chimon, S. et al. Evidence of fibril-like beta-sheet structures in a neurotoxic amyloid intermediate of Alzheimer’s beta-amyloid. Nat. 
Struct. Mol. Biol. 14, 1157–1164 (2007).
 23. Cremades, N., Chen, S. W. & Dobson, C. M. Structural Characteristics of alpha-Synuclein Oligomers. Int. Rev. Cell. Mol. Biol. 329, 
79–143 (2017).
 24. Buxbaum, J. N. & Reixach, N. Transthyretin: the servant of many masters. Cell Mol. Life Sci. 66, 3095–3101 (2009).
 25. Jacobson, D. R. et al. Variant-sequence transthyretin (isoleucine 122) in late-onset cardiac amyloidosis in black Americans. N. Engl. 
J. Med. 336, 466–473 (1997).
 26. Connors, L. H., Lim, A., Prokaeva, T., Roskens, V. A. & Costello, C. E. Tabulation of human transthyretin (TTR) variants, 2003. 
Amyloid 10, 160–184 (2003).
 27. Saraiva, M. J. Transthyretin mutations in health and disease. Hum. Mutat. 5, 191–196 (1995).
 28. Lai, Z. H., Colon, W. & Kelly, J. W. The acid-mediated denaturation pathway of transthyretin yields a conformational intermediate 
that can self-assemble into amyloid. Biochemistry 35, 6470–6482 (1996).
 29. Lashuel, H. A., Lai, Z. H. & Kelly, J. W. Characterization of the transthyretin acid denaturation pathways by analytical 
ultracentrifugation: Implications for wild-type, V30M, and L55P amyloid fibril formation. Biochemistry 37, 17851–17864 (1998).
 30. Quintas, A., Vaz, D. C., Cardoso, I., Saraiva, M. J. & Brito, R. M. Tetramer dissociation and monomer partial unfolding precedes 
protofibril formation in amyloidogenic transthyretin variants. J. Biol. Chem. 276, 27207–27213 (2001).
 31. Lim, K. H. et al. Structural Changes Associated with Transthyretin Misfolding and Amyloid Formation Revealed by Solution and 
Solid-State NMR. Biochemistry 55, 1941–1944 (2016).
 32. Hurshman, A. R., White, J. T., Powers, E. T. & Kelly, J. W. Transthyretin aggregation under partially denaturing conditions is a 
downhill polymerization. Biochemistry 43, 7365–7381 (2004).
 33. Eisele, Y. S. et al. Targeting protein aggregation for the treatment of degenerative diseases. Nat. Rev. Drug Discov. 14, 759–780 (2015).
 34. Hou, X. et al. Transthyretin oligomers induce calcium influx via voltage-gated calcium channels. J. Neurochem. 100, 446–457 (2007).
 35. Whitmore, L. & Wallace, B. A. DICHROWEB, an online server for protein secondary structure analyses from circular dichroism 
spectroscopic data. Nucleic Acids Res. 32, W668–73 (2004).
 36. Whitmore, L. & Wallace, B. A. Protein secondary structure analyses from circular dichroism spectroscopy: methods and reference 
databases. Biopolymers 89, 392–400 (2008).
 37. Daebel, V. et al. beta-Sheet core of tau paired helical filaments revealed by solid-state NMR. J. Am. Chem. Soc. 134, 13982–13989 
(2012).
 38. Helmus, J. J., Surewicz, K., Surewicz, W. K. & Jaroniec, C. P. Conformational flexibility of Y145Stop human prion protein amyloid 
fibrils probed by solid-state nuclear magnetic resonance spectroscopy. J. Am. Chem. Soc. 132, 2393–2403 (2010).
 39. Barbet-Massin, E. et al. Fibrillar vs crystalline full-length beta-2-microglobulin studied by high-resolution solid-state NMR 
spectroscopy. J. Am. Chem. Soc. 132, 5556–5557 (2010).
 40. Lim, K. H. et al. Solid-State NMR Studies Reveal Native-like beta-Sheet Structures in Transthyretin Amyloid. Biochemistry 55, 
5272–5278 (2016).
 41. Stefani, M. Structural features and cytotoxicity of amyloid oligomers: implications in Alzheimer’s disease and other diseases with 
amyloid deposits. Prog. Neurobiol. 99, 226–245 (2012).
 42. Blake, C. C., Geisow, M. J., Oatley, S. J., Rerat, B. & Rerat, C. Structure of prealbumin: secondary, tertiary and quaternary interactions 
determined by Fourier refinement at 1.8 A. J. Mol. Biol. 121, 339–356 (1978).
 43. Hamilton, J. A. et al. The x-ray crystal structure refinements of normal human transthyretin and the amyloidogenic Val-30– > Met 
variant to 1.7-A resolution. J. Biol. Chem. 268, 2416–2424 (1993).
 44. Connelly, S., Choi, S., Johnson, S. M., Kelly, J. W. & Wilson, I. A. Structure-based design of kinetic stabilizers that ameliorate the 
transthyretin amyloidoses. Curr. Opin. Struct. Biol. 20, 54–62 (2010).
 45. Lim, K. H. et al. Pathogenic Mutations Induce Partial Structural Changes in the Native beta-Sheet Structure of Transthyretin and 
Accelerate Aggregation. Biochemistry 56, 4808–4818 (2017).
 46. Saelices, L. et al. Uncovering the Mechanism of Aggregation of Human Transthyretin. J. Biol. Chem. 290, 28932–28943 (2015).
 47. Serag, A. A., Altenbach, C., Gingery, M., Hubbell, W. L. & Yeates, T. O. Identification of a subunit interface in transthyretin amyloid 
fibrils: evidence for self-assembly from oligomeric building blocks. Biochemistry 40, 9089–9096 (2001).
 48. Lashuel, H. A. et al. Neurodegenerative disease: amyloid pores from pathogenic mutations. Nature 418, 291 (2002).
 49. Quist, A. et al. Amyloid ion channels: a common structural link for protein-misfolding disease. Proc. Natl. Acad. Sci. USA 102, 
10427–10432 (2005).
 50. Stoddart, D. et al. Functional truncated membrane pores. Proc. Natl. Acad. Sci. USA 111, 2425–2430 (2014).
 51. Stockl, M. T., Zijlstra, N. & Subramaniam, V. alpha-Synuclein oligomers: an amyloid pore? Insights into mechanisms of alpha-
synuclein oligomer-lipid interactions. Mol. Neurobiol. 47, 613–621 (2013).
 52. Campioni, S. et al. A causative link between the structure of aberrant protein oligomers and their toxicity. Nat. Chem. Biol. 6, 
140–147 (2010).
 53. Fusco, G. et al. Structural basis of membrane disruption and cellular toxicity by alpha-synuclein oligomers. Science 358, 1440–1443 
(2017).
 54. Rapezzi, C. et al. Transthyretin-related amyloidoses and the heart: a clinical overview. Nat. Rev. Cardiol. 7, 398–408 (2010).
 55. Conti, S. et al. A complex equilibrium among partially unfolded conformations in monomeric transthyretin. Biochemistry 53, 
4381–4392 (2014).
 56. Ghadami, S. A. et al. FRET studies of various conformational states adopted by transthyretin. Cell Mol. Life Sci. 74, 3577–3598 
(2017).
 57. Colon, W. & Kelly, J. W. Partial Denaturation of Transthyretin Is Sufficient for Amyloid Fibril Formation Invitro. Biochemistry 31, 
8654–8660 (1992).
 58. Hou, G., Yan, S., Trebosc, J., Amoureux, J. P. & Polenova, T. Broadband homonuclear correlation spectroscopy driven by combined 
R2(n)(v) sequences under fast magic angle spinning for NMR structural analysis of organic and biological solids. J. Magn. Reson. 
232, 18–30 (2013).
 59. Fung, B. M., Khitrin, A. K. & Ermolaev, K. An improved broadband decoupling sequence for liquid crystals and solids. J. Magn. 
Reson. 142, 97–101 (2000).
 60. Koradi, R., Billeter, M. & Wuthrich, K. MOLMOL: A program for display and analysis of macromolecular structures. J. Mol. Graph. 
14, 51–& (1996).
 61. Hornberg, A., Eneqvist, T., Olofsson, A., Lundgren, E. & Sauer-Eriksson, A. E. A comparative analysis of 23 structures of the 
amyloidogenic protein transthyretin. J. Mol. Biol. 302, 649–669 (2000).
Acknowledgements
We thank Dr. Fink for his assistance with TEM. This work was supported by NIH grant NS097490 (KHL) and 
DK46335 (JWK). The solid-state NMR spectra were acquired at the National High Magnetic Field Laboratory, 
which is supported by NSF Cooperative Agreement No. DMR-1157490 and the State of Florida.
www.nature.com/scientificreports/
1 0SCIentIfIC REPORTS |            (2019) 9:33  | DOI:10.1038/s41598-018-37230-1
Author Contributions
K.H.L. planned and supervised the project. J.W.K. provided the DNA plasmid. A.K.R.D., S.W., I.H., and Z.G. 
performed the NMR experiments. A.K.R.D. and R.M.H. performed toxicity tests. K.H.L., J.W.K. and R.M.H. 
wrote the paper.
Additional Information
Supplementary information accompanies this paper at https://doi.org/10.1038/s41598-018-37230-1.
Competing Interests: The authors declare no competing interests.
Publisher’s note: Springer Nature remains neutral with regard to jurisdictional claims in published maps and 
institutional affiliations.
Open Access This article is licensed under a Creative Commons Attribution 4.0 International 
License, which permits use, sharing, adaptation, distribution and reproduction in any medium or 
format, as long as you give appropriate credit to the original author(s) and the source, provide a link to the Cre-
ative Commons license, and indicate if changes were made. The images or other third party material in this 
article are included in the article’s Creative Commons license, unless indicated otherwise in a credit line to the 
material. If material is not included in the article’s Creative Commons license and your intended use is not per-
mitted by statutory regulation or exceeds the permitted use, you will need to obtain permission directly from the 
copyright holder. To view a copy of this license, visit http://creativecommons.org/licenses/by/4.0/.
 
© The Author(s) 2019
